Although benthic diatoms are widely used in ecological studies of aquatic systems, there is still a dearth of data concerning species sensitivities towards several contaminants. Within the same community, different species may respond differently depending on their physiological and ecological characteristics. This lack of knowledge makes specific appropriate risk assessment impossible. To find out whether species sensitivity distribution (SSD) could be used to estimate the risk of herbicide toxicity for diatoms, we need to know whether their sensitivity depends on their physiological and ecological characteristics. We carried out single-species bioassays on 11 diatom species exposed to 8 herbicides. Dose-responses relationships were used to extrapolate the Effective Concentration 5 (EC 5 ) and the Effective Concentration 50 (EC 50 ) for each exposure. These data were used to fit a SSD curve for each herbicide, and to determine the Hazardous concentration 5 (HC 5 ) and 50 (HC 50 ). Our results revealed a high level of variability of the sensitivity in the set of species tested. For photosystem-II inhibitor (PSII) herbicides, diatoms species displayed a typical grouping of sensitivity levels consistent with their trophic mode and their ecological guild. N-heterotroph and ''motile'' guild species were more tolerant of PSII inhibitors, while Nautotroph and ''low profile'' guild species were more sensitive. Comprehensive SSD curves were obtained for 5 herbicides, but not for sulfonylurea herbicides or for dimetachlor, which had toxicity levels that were below the range of concentration tested. The SSD curves provided the following ranking of toxicity: diuron. terbutryn. isoproturon. atrazine. metolachlor. The HC that affected 5% of the species revealed that, even at the usual environmental concentrations of herbicides, diatom assemblages could be affected, especially by isoproturon, terbutryn, and diuron.
Introduction
Rivers and lakes are often compromised by contaminants such as pesticides derived from watershed runoff or urban discharges [1] [2] [3] . In particular, the coastal zones of lakes are exposed to higher concentrations of toxicants than the pelagic zone [4] , leading to a higher exposure of organisms in these zones. Among the various herbicides found in water bodies, atrazine (s-triazines), diuron and isoproturon (phenylureas) are some of the main substances monitored in France [5] . Some of these herbicides are banned or restricted, but they are still found in European inland water ecosystems, and sometimes reach concentrations above the Annual Average-Environmental Quality Standard (AA-EQS) defined in the Water Framework Directive [2, [5] [6] [7] . In small rivers, ponds, and coastal zones of lakes, microalgae and especially diatoms are crucial primary producers and account for a considerable proportion of the fixed biomass as well as carrying out some of the main biochemical processes. Benthic diatoms are known to be good indicators of ecosystem water quality, especially of the trophic level and physical disturbances [8, 9] .
The impact of herbicides, such as triazines and phenylureas, on phototrophic organisms is well known. They inhibit photosynthesis by disrupting the electron transmission chain in the thylakoid membrane, leading to the dissipation of luminous energy [10] . As a consequence, benthic diatoms are potential targets due to the phytotoxic characteristics of these herbicides [10, 11] . Other herbicides belonging chloroacetamide and sulfonylurea families are also found in water. For example, metolachlor was found in 37% of stations analyzed station in the Adour-Garonne basin in France [7] . They act on cells by inhibiting the biosynthesis of very long chain fatty acids or the biosynthesis of amino-acids [11, 12] . Some authors have already demonstrated their phytotoxicity on microalgae [13] [14] [15] .
Single-species laboratory bioassays for microalgae and herbicides are mostly carried on phytoplanktonic species, such as Scenedesmus spp. or Chlorella spp., which are easy to grow under controlled laboratory conditions. A few studies have investigated the sensitivity of benthic diatoms under single-species conditions. These studies showed that a) the sensitivity towards the same herbicide is very variables in different species [16] [17] [18] and b) preexposure of diatoms can increase their herbicide tolerance [18] . Laboratory single-species bioassays provide usefull data for assessing individual sensitivities, however in the natural environment, herbicides could disrupt communities in which many species are present and which may interact and respond differently, depending on their physiological and chemical parameters [19] . The variation of species sensitivity in a community or an assemblage towards one or several toxicants can be expressed in terms of a cumulative distribution known as the Species Sensitivity Distribution (SSD) [20] . Such distributions are based on selected benchmarks obtained from single-species bioassays. SSDs are used in risk assessment, as predictive models, and to derive thresholds in order to protect environmental biodiversity. The threshold concentration is often defined as the Hazardous Concentration for 5% of the species (HC 5 ), which is expected to spare 95% of the species in the assemblage [20, 21] .
Benthic diatoms are known to dominate biofilms of benthic littoral zones in terms of abundance [22, 23] . These algae present a great diversity, which enabled some authors to develop various biotic indices for nutrient and organic matter assessment in rivers and lakes [24, 25] . Within this great diversity, species exhibit various sensitivity to herbicides [14, 16, 26] . Even if others sorts of algae, as chlorophytes and cyanobacteria are more sensitive [27] , they are not as abundant as diatoms which appeared as relevant and representative organisms for the benthic zone. With the view to assess herbicides risk assessment of benthic littoral zone, benthic diatoms appeared then as ecologically relevant tools.
The two aims of this study were a) to determine the variation of the sensitivity of benthic diatom species towards herbicides in an artificial assemblage and b) to find out whether SSD models based on benthic diatoms sensitivities can be used to find out whether herbicides constitute a risk at concentrations found in the environment. In this study we develop a data base of EC 5 and EC 50 thresholds based on single-species bioassays for 11 benthic diatoms exposed to 8 agricultural herbicides. These two thresholds were chosen because of their environmental relevance and because they are widely used in the literature, which made it easier to compare our results with those of other studies. These EC 5 and EC 50 values were then used to construct SSD models in order to derive HC 5 values for a diatom assemblage. Experiments were carried out as single-species bioassays, using diatom strains derived from benthic biofilms (taken from the Geneva Lake coastal zone) or from the INRA Thonon Culture Collection. The selected endpoint was the growth rate calculated from the chlorophyll a fluorescence.
Methods

Benthic diatoms cultures
Eleven species of diatom were selected from the species found in biofilms from the benthic coastal zone of Lake Geneva and according to the literature (Table 1) . Strain collection in Lake Geneva was made on public area, not requiring any specific permission, and did not involve protected species. In order to ensure that we were working on a diatom diversity representative of freshwater benthic ecosystems, we selected diatoms with a variety of life forms and taxonomic diversity. In natural biofilms, pennate diatoms outnumber centric diatoms. Consequently, most of the species tested were pennate and only one was centric (Cyclotella meneghiniana, CMEN). Most of them are classified as benthic, and in fact all had been isolated from benthic biofilms and came from the Thonon Culture collection (Thonon-Les-Bains, France, http://www.inra.fr/carrtel-collection). The diatoms selected for this study were: Fragilaria capucina var. vaucheriae (FCVA), Fragilaria rumpens (FRUM), Fragilaria ulna (FULN), Craticula accomoda (CRAC), Mayamaea fossalis (MAFO), Eolimna minima (EOMI), Nitzschia palea (NPAL), Achnanthidium minutissimum (ADMI), Cyclotella meneghiniana (CMEN), Encyonema silesiacum (ESLE) and Gomphonema parvulum (GPAR). Cultures were maintained in DV culture media (http://www6.inra.fr/carrtel-collection_eng/ Culture-media/Composition-of-the-culture-media) filtered at 0.22 mm (Millipore). They were grown in a 300 mL Erlenmeyer flask at 2162uC, and with a 16:8h light:dark cycle at 66 mmol. m
22
. sec 21 .
Herbicides
The herbicides used in this study have all been detected in the coastal zone of Lake Geneva, and were selected on the basis of toxicity and mode of action (Table 2 ). They had all been detected regularly in the Lake since 2004 [4] .We used atrazine (purity 99.9%), terbutryn (purity 99.3%), diuron (purity 99.5%), isoproturon (purity 99.9%), metolachlor (purity 98%), dimetachlor (purity 99.9%), amidosulfuron (purity 99.9%) and foramsulfuron (purity 97.5%). These substances were obtained from SigmaAldrich (St Louis, MO 63103, USA). They are representative of 4 different modes of action and have different Kow values ( Table 2) .
Bioassays
Herbicide stock solutions were prepared by dissolving herbicides in DV growth media before filtering on a 0.22 mm filter unit (Millipore) and stored at 4uC in the dark. Due to their low solubility, atrazine and diuron were first dissolved in 0.05% Dimethyl sulfoxide (DMSO), and then sonicated for 30 minutes. The non-toxicity of 0.05% DMSO dissolved in DV media was confirmed on diatoms before the bioassays (data not shown).
The 11 diatom species were exposed to the 8 herbicides in single-species laboratory bioassays (11diatoms*8 herbicides, i.e. 88 bioassays), and their growth rates were measured as an endpoint. Bioassays were carried out in triplicate in 30 mL glass tubes, with a cap that permits gaseous exchange. Each tube contained 1 mL of a contaminated solution and 1 mL of an 8 to 10 day old strain culture in the exponential growth phase. The range of concentrations to be used in bioassays for each species and each herbicide had previously been determined by means of preliminary tests in 96 well microplates. At the start of the experiment, cell density was approximately 1000062000 cells/mL according to the Standard Guide for Conducting Static Toxicity Tests with Microalgae [28] . Seven to 10 pesticide concentrations were tested, and each of the diatoms were exposed for 96 h under the same experimental conditions as used for the cultures. At the end of the experiment, each tube was shaken (MS2 Minishaker, IKA) for a few seconds to resuspend the algae in the media, and to homogenize the solution. The remaining fixed algae were carefully scraped off with a rod. From each tube, 250 mL of solution was transferred into a 96 well black microplate in quadruplicate. The growth rate was determined by measuring the chlorophyll a fluorescence and was quantified in Reference Fluorescence Units (RFUs) using a Fluoroskan (Fluoroskan Ascent,Thermo-Scientific,Finland) with a 430 nm excitation filter and a 680 nm emission filter after incubating for 20 minutes in the dark. To assess the reference growth of diatoms during assay, the fluorescence was checked at the beginning and at the end of the experiment in the control. The linear correlation between chlorophyll a fluorescence (measured using the Fluoroskan) and the cell (optically counted) had previously been checked on the basis of 5 measurements for each species. As chl a fluorescence is correlated with cell density, the growth rate was then calculated as described by Debenest et al. [29] for cell density:
Where bt2 and bt1 represent the fluorescence at the end and at the beginning of the experiment respectively. t is the exposure time, in days.
Data analysis
Dose-response modeling. From each single-species bioassay, the dose-response curve was fitted with R software and the ''drc'' package [30] . Two non-linear regression models were used depending on the features of the dose-response curve. In the case of a monotically-decreasing function, a log-logistic model (equation 1) was applied where d was the upper limit of the curve, c was the lower limit, and b was the relative slope around the EC 50 known as e [30] .
Hormesis, or the ''greening-effect'', leads to a biphasic doseresponse in which curves have a typical inverted U-shape or Jshape [31] . In the context of hormesis, the Cedergreen-RitzStreibig model (equation 2) was used to fit the data better. This model considered the stimulation phase as the f parameter [32] . The higher f, the greater the hormesis effect.
Equation 2:
The Effective Concentration (EC) affecting the growth of 5% (EC 5 ) or 50% (EC 50 ) of the population was numerically determined from each dose-response curve. For low effect levels, many ECs are used (e.g.:NOEC, LOEC, EC 10 , EC 20 ) . In this study, we preferred to work with the EC 5 , because in most of the tests this threshold fell between two concentrations tested. This meant that EC 5 was a reliable value which could be determined from the regression curve. For each herbicide, 11 EC 5 and 11 EC 50 values were expected. Their 95% confidence intervals were calculated using bootstrap methods.
Species Sensitivity Distribution modeling. SSD curves were fitted with R software using the EC values derived from doseresponse curves. For each herbicide, two kinds of SSD curves were fitted: the SSD-EC 5 and the SSD-EC 50 , which were based on the 11 EC 5 and the 11 EC 50 values, respectively. From each SSD-ECx curve, the slope and 2 Hazardous Concentrations (HC 5 , HC 50 ) were numerically derived. They correspond to the herbicide concentrations affecting 5% and 50% of the species in an assemblage, respectively.
For each herbicide i, the SSD-EC 50i curve was fitted using loglogistic regression (equation 3).Several distributions are proposed to fit the SSD model, but in this study the criterion used was the best fit of the data. For a small dataset there is no significant difference between log normal and log-logistic regression [33] and so, as some studies have already shown that the log logistic regression fits the data best [34, 35] we chose to use this. According to Chèvre et al [36] , HC50 EC50,i was the hazardous concentration 
Results
Individual dose-response relationship
In this study, 88 bioassays were carried out and the results are presented on Table 3 . Thirty-five of these tests failed to provide reliable EC estimations for various reasons. According to this endpoint, the highest concentrations tested did not produce enough effect to allowed us to fit reliable dose-response curves for the sulfonylurea family. For the chloroacetamide family, only 3 and 7 species, respectively, had an EC 50 below this concentration for dimethachlor (data not shown) and metolachlor respectively. For atrazine, no value was available for ESLE because the culture failed. The exposure of each species to a wide range of concentrations of each herbicide did not lead to 100% inhibition of growth in all cases. The inhibition was usually between 80 and 100%.
The 11 species of diatoms tested displayed very variable sensitivity for the same herbicide at the EC 5 and EC 50 levels (Table 3) 
Species sensitivity patterns
EC 5 and EC 50 values obtained from dose-response curves were used to plot SSD-EC 5 and SSD-EC 50 curves (Fig. 1) . HC 5 , HC 50 and slope values were obtained from SSD-EC 5 (SSD-EC 5 HC5 or SSD-EC 5 HC50 ) and SSD-EC 50 (SSD-EC 50 HC5 or SSD-EC 50 HC50 ) ( Table 4) . From SSD-EC 5 to SSD-EC 50 , the curves shifted toward higher concentrations, due to the higher values of EC 50 . On SSD-EC 5 and SSD-EC 50 curves of atrazine, terbutryn, diuron and isoproturon, the least sensitive species were always EOMI, GPAR, NPAL, CRAC and MAFO (except for terbutryn). For SSD-EC 50 curves of all PSII inhibitors, FCVA, FULN, CMEN and ELSE were always the most sensitive species among species of the assemblage. For metolachlor, CRAC, MAFO, ADMI and GPAR were the least sensitive species, while CMEN, FULN and ELSE were more sensitive.
Order of toxicity between herbicides
According to the HC 5 values extracted from SSD-EC 50 , the toxicity ranking of the herbicides was: diuron (1.43 mg/l) . terbutryn (3.33 mg/l) . isoproturon (14 mg/l) . atrazine (203 mg/ l) . metolachlor (1784 mg/l) ( Table 4 , Fig. 2 ). We found the same ranking for other HC x values of SSD-ECx, with the exception of SSD-EC 5 HC50 , where terbutryn was slightly more toxic than diuron.
Discussion
Ecotoxic responses of benthic strains
In this study, diatoms of benthic origin were cultured as plankton, which mean that the biofilm structure and its possible consequences for the responses of the microalgae were not taken into account. It has in fact been shown that the biofilm can have a protective effect, or increase the exposure of the diatoms [37] . Consequently, the sensitivity level of the diatoms calculated here usually reflects the specific physiological characteristics of the strains tested rather than the effect of the biofilm on exposure to the toxic substance. Depending on its mechanism of action, each herbicide produces a specific toxic effect on these species, and the toxicity rankings found in this study are similar to those already observed for microalgae and/or macrophytes [27, 36, 38] . PSII inhibitors seem to inhibit diatom growth more effectively than herbicides with other modes of action, but a considerable difference in toxicity was found between atrazine and diuron. Their mechanism of action involves competing with plastoquinone so as to block the flux of electrons in the thylakoid membrane, thus leading to the dissipation of light energy [10] . As photosynthesis is the key functional process in primary producers, inhibiting this process more readily affects the growth of algae than inhibiting other functions. Certain herbicides in the chloroacetamide family, such as metolachlor, block the germination of seeds by inhibiting the synthesis of the very long chain fatty acids. In microalgae, this inhibition can impair the stiffness and permeability of the plasma membrane, resulting in inhibition of cell division [11, 15, 39] . Some studies have also demonstrated the teratological potential of metolachlor for diatoms, and its ability to increase the volume of the cells [14, 15] . The herbicides in the sulfonylurea family are used in agriculture to inhibit the growth of higher plants. They act by eliminating the biosynthesis of amino acids via inhibition of the enzyme acetolactate synthase, which implies that they have true phytotoxic potential [12] . Some authors have worked on the toxicity of various different herbicides belonging to this group (e.g.: metsulfuron methyl, nicosulfuron, chlorsulfuron) and have demonstrated considerable variation in the toxicities of these substances towards phytoplanktonic species [12, 40] .
Overall, the EC 50 values obtained in this study were very high compared to the concentrations of herbicides found in the environment, and it is therefore unlikely that the in-situ exposure levels would produce drastic effects on the diatom species tested. However, the EC 5 values are sometimes fairly close to the concentrations encountered in the environment (e.g.: terbutryn [,1 mg/l], diuron [,3 mg/l]) for some strains, such as FCVA, CMEN, ESLE, FRUM, and FULN. These species are associated with high values of the sensitivity index in the context of the generic index for diatoms [8] . In contrast, Rimet and Bouchez [41] have shown ESLE to be relatively resistant during its benthic phase, and they suggest that the fact that this species has a mucous tube might protect the cells when they develop in a biofilm. However, no structure corresponding to a mucous tube was observed in this strain in our study.
The EC 50 and EC 5 values calculated from the dose-response curves have demonstrated considerable variability in the sensitivity of the strain, regardless of the herbicide being tested. However, the general pattern of the sensitivity of the species, revealed by the SSD-EC 50 curves, does seem to be similar for all four PSIIinhibitor herbicides. The biological and ecological characteristics of the diatoms are beginning to be well attested [8, 9, 42] , but little work has been done to relate the ecological characteristics of the diatoms to their sensitivity towards toxic agents [14, 40] . For the PSII inhibitors, the 4 least sensitive species all share the same trophic mode: they are all heterotrophs, either obligatory (CRAC, NPAL) or optional (mixotrophs, such as EOMI, GPAR) depending on their Van Dam trophic index [9] . These strains are likely to be less affected by PSII inhibitors than autotrophic species, because they are less dependent on photosynthesis products for their growth. The other more sensitive species (with an EC 50 below the median) are all autotrophs, with the exception of CMEN. Facultative heterotroph diatoms can change their trophic mode according to changes in environmental conditions, which permits better adaptation [43] . Some authors have noted the presence or even dominance of heterotrophic species in the context of PSII inhibitor exposure as a result of adaptation and selection processes. Debenest et al. [29] showed an increase in the abundance of facultative heterotrophic diatoms after exposure to 30 mg/l of isoproturon. Pérès et al. [44] , observed that some of the tolerant species were heterotrophic, such as GPAR and Sellaphora seminulum. An increase in the relative abundance of heterotrophic and tolerant autotrophic species was observed by Ricart et al. [45] following diuron exposure.
It looks as though the tolerance to PSII inhibitors of these species may also be correlated with the 3 ecological guilds defined by Passy [42] , the taxonomic list of which has been enhanced by Berthon et al. [46] . The ''high profile'' guild (in our tests GPAR, and Fragilaria spp.) includes large-size species that are advantaged by weak flow velocity, in contrast to the ''low profile'' guild (in our tests: ADMI, CMEN, and ESLE), which consists of small-sized species able to withstand flow velocity as a result of their position in the lower part of the biofilm and encompass slow-moving species. The ''motile'' guild (in our tests CRAC, NPAL, EOMI and MAFO) which includes species capable of moving around within the biofilm display the greatest tolerance in our tests, regardless of the pesticide tested. All of Fragilaria species (FCVA, FULN, FRUM) in this study show high sensitivity to PSII inhibitors that seem to be correlated to theirs common guild. Fragilariales order is one of the most diverse for benthic diatoms in terms of life forms [47] . It encompasses many species with different morphological and physiological characteristics. For this reason, Berthon et al. [46] have shared this order between high and low profile guild. In our study, the three different species of Fragilaria we worked on all belong to the ''high profile'' guild. Two of them, FCVA and FRUM, have the same shape, length, biovolume, and ecological preferences, while FULN have cells which are about ten times longer and present a biovolume more than 100 times larger [48] . It is important to highlight that GPAR, which is one of the most resistant species of this study belong to this ''high profile'' guild too. Contrary to Fragilaria species, GPAR have heterotroph capabilities which may confer it a higher resistance to herbicide contamination.
Rimet and Bouchez [41] observed a reduction in the abundance of the species of the ''high profile'' guild, which is the opposite of the situation for those in the ''motile'' guild, and they attribute this to the fact that the ''high profile'' species may face greater exposure to dissolved substances. Our findings therefore establish a link between the trophic mode and the response of the strains to the PSII inhibitors. However, this hypothesis is not applicable to the herbicides in this study that display some other mode of action. In the case of metolachlor, Roubeix et al. [14] have observed a reduction in the abundance of ADMI, NPAL and Mayamaea permitis at 30 mg/l, whereas the values of the LOEC and EC 50 for ADMI obtained with their single-species bioassay are much higher (180 and 1880 mg/l respectively). Debenest et al. [29] also demonstrated a reduction in the growth rate via chlorophyll c and the cell density at 30 mg/l of metolachlor in the periphyton. Other more pertinent and sensitive endpoints than the growth or the biomass, such as the level of very long-chain fatty acids, would provide complementary information for the assessment of the toxicity of the chloroacetamides. Finally, too little information is available about the toxicity of amidosulfuron and of foramsulfuron to make it possible to determine the effects of these herbicides on diatoms. What is certain, is that the cellular mechanisms targeted by the sulfonylureas and the chloroacetamides have less effect on the growth of benthic diatoms than the photosynthesis targeted by PSII inhibitors.
Risk evaluation and SSD models
Analysis of the EC 50 has revealed that there is considerable variability for a given substance depending on the strain considered. The basic assumptions underlying SSD is that different species can display differing sensitivities towards the same toxicant in the environment. The SSD model allowed us to demonstrate this variation of sensitivity among an assemblage using data obtained by means of single-species bioassays [20] and, in fine, to extrapolate the HC for a natural community, which is more realistic from an environmental standpoint. Our SSD curves were based on sensitivity data for 11 diatom species obtained using the same protocol. Wheeler et al [34] recommended using more than 10 data in order to obtain a more reliable HC. The HC 5 values obtained in our study and determined from the SSD-EC 50 and SSD-EC 5 curves are very variable, and tend to be higher in the case of metolachlor and atrazine. However, the fact that this modeling was however carried out for single-species, implies that the distribution ignores any interaction between the species [20, 49] . In this study, the equations used to establish the SSDs do indeed model the differences in sensitivity of the diatoms within the reconstituted assembly, and the level of toxicity of each herbicide. To ensure environmental pertinence, Forbes and Calow [50] recommend carrying out SSDs from species that are representative of the environment being studied. The diatoms selected for this study are not all strictly associated with a benthic life form, but they are representative and cover the coastal zones as well as providing wide diversity in terms of taxonomy, of sensitivity and ecological traits. The HC 5 values that we determined from our SSD-EC 50 and SSD-EC 5 curves vary considerably for different herbicides, and tend to be higher in the case of metolachlor and atrazine.
Some studies have used scientific literature and toxicity databases to construct the SSD curves [1, 27, 36] , but the amount of data available varies considerably depending on the substances. In general, the paucity of toxicity data hinders the construction of specific curves for a functional group and for a given substance, resulting in curves that are not very robust, based on too few data or on pooled groups and differing endpoints. Some authors have constructed SSD-EC 50 curves for atrazine, isoproturon or diuron based on the sensitivity of primary producers including macrophytes and microalgae [1, 36] . The various HC values extrapolated from these curves were much lower than those we found in our study. The SSD-EC 50 curves based on the sensitivity of several primary producers, not only benthic organisms, plotted by Schmitt-Jansen and Altenburger [27] revealed greater sensitivity of the assemblages towards atrazine and isoproturon than in our study. This means, that the HC values obtained from SSD curves based on various endpoints and using phototrophic organisms are lower than those specifically involving benthic diatoms. These differences could be explained by the differences in the sensitivities of the algal classes towards the PSII inhibitors or to compounds with other mechanisms of action and by the species composition. Guasch et al [43] observed that periphyton communities in which diatoms dominated were more resistant to atrazine than those dominated by green algae. Specific SSD curves based on chlorophyte and diatom sensitivities to atrazine are different in shape [27] , and the median EC 50 found for diatoms was more than twice as high as those found for chlorophytes. The fact that benthic diatoms seemed more resistant to PSII inhibitors than chlorophytes led to a threshold not enough protective for chlorophytes wich make up small proportions of biofilms. For diuron and terbutryn, these HC 5 values correspond to concentrations sometimes found in water column. In France, peaks of about 3 mg/l of diuron were found in 2009 in superficial water of some stations of Adour-Garonne catchment, [7] .In other European river, peak level of isoproturon and diuron of 1,96 and 0.86 mg/l, respectively, have been reported [2] . HC5 obtained from SSD-EC5 for these two herbicides are lower than these environmental concentrations found in water. Finally, the AA-EQS of diuron defined as 0.2 mg/l, exceed the SSD-EC5 HC5 value. In view of our results, this implies that the concentrations of diuron and isoproturon found in the environment carrya potential risk of reducing diversity in communities of benthic diatoms. However terbutryn is not a prioritary substance, and we can say that in the light of its low HC5, very low concentrations of this substance can affect benthic diatom communities. Finally, as SSDs based on EC 5 values gave HC5 values below the environmental concentration, curves based on these thresholds are probably more appropriate to ensure that benthic diatom communities are protected.
Single-species bioassays of these 11 species revealed the huge variation of sensitivities present in a given algal group for the same herbicide. The main finding to emerge is mainly that the trophic mode plays an important role in the resistance of benthic diatoms towards PSII inhibitors. For risk assessment, SSD curves based on log-logistic regression fitted well. If the panel of algal strains and the endpoint selected to some extent determine the final HC 5 , this study has demonstrated that diuron, isoproturon and terbutryn, even at low levels, constitute a risk for natural communities of benthic diatoms. In view of these results, risk assessments of herbicides for the total biofilm algal community should be done using specific SSD curves for each of the algal groups present in biofilm or in the phytoplankton communities.
In addition to performing studies, improving risk assessment involves taking the real in-situ exposure levels facing these benthic diatoms into account, i.e. taking into account the mixtures of substances. The trials are currently under way to include these factors in the evaluation of the risks linked to the pesticides in aquatic ecosystems.
